Isolation of high molecular weight DNA from gastropod molluscs and its subsequent PCR 2 amplification is considered difficult due to excessive mucopolysaccharides secretion which co-3 precipitate with DNA and obstruct successful amplification. In an attempt to address this issue, we 4 describe a modified CTAB DNA extraction method that proved to work significantly better with 5 a number of freshwater and terrestrial gastropod taxa. We compared the performance of this 6 method with Qiagen ® DNeasy Blood and Tissue Kit. Reproducibility of amplification was 7 verified using a set of taxon-specific primers wherein, modified CTAB extracted DNA could be 8 replicated at least four out of five times but kit extracted DNA could not be replicated.
Several genomic DNA extraction methods have been described for animals which include 12 both the manual methods (Cheung et al. 1993; Winnepenninckx et al. 1993; Aljanabi and Martinez 13 1997; Yue and Orban 2005) and commercially available extraction kits. However, in the case of 14 gastropod molluscs and bivalves, the presence of excessive slime (mucopolysaccharides) is 15 detrimental due to its amplification inhibiting capacity. It co-precipitates with DNA, inhibiting the 16 enzyme activity during PCR (Winnepenninckx et al. 1993; Sokolov 2000; Popa et al. 2007) . While have received very little attention. In this communication, we provide a detailed description of a 20 genomic DNA extraction method that proved to work well with many terrestrial as well as 21 freshwater gastropod families producing high-quality DNA. The extracted DNA from both fresh 22 and old samples gave consistent results when used for PCR. We have also compared its 23 performance with Qiagen DNeasy ® Blood and Tissue Kit since it is one of the most widely used 24 commercially available kits for DNA extraction.
26
This study included 23 representative individuals belonging to 13 families, 18 genera and 27 23 species collected from the Western Ghats of India (Table S2 ). All specimens were thoroughly 28 washed with absolute ethanol initially and kept immersed in it. For the next one week, ethanol was 29 changed once every two days since it became turbid due to slime discharge by the animal.
30
Additionally, ethanol was changed every time it turned turbid or yellowish over time due to slime 31 discharge to ensure proper preservation of the animal. Prior to DNA extraction, about 20mg of 1 tissue (whole body excluding the shell if the animal was tiny) was kept immersed in twice the 2 volume of absolute ethanol for another two days to remove any remnant slime present on the tissue. The alcohol-soaked tissue was crushed slightly using a pestle and transferred to 400 µL TE buffer 6 for softening before removing excess alcohol using Kimtech® Kimwipes and incubated at room 7 temperature (25 -30°C) with mild shaking at 400 rpm for an hour. In the case of old samples (a 8 few years old), if not preserved properly, the slime hardens and resembles the tissue. This makes 9 it difficult to differentiate between the two. Therefore, the treatment with TE buffer becomes 10 crucial since it dissolves the slime entirely leaving behind only the tissue. After incubation, the 11 softened tissue was immersed in 400 µL of CTAB buffer pre-heated to 60°C. The tissue was then 12 subjected to mechanical disruption using a bead beater post adding 20 µL Qiagen® Proteinase K 13 and a silica bead, and kept for overnight digestion at 60°C. The suspension was extracted with 400 14 µL of chloroform: isoamyl alcohol (24:1) thrice at 12,000 rpm for 5 min at 4°C. The supernatant 15 was carefully separated to ensure the white layer remained undisturbed and precipitated with 800 16 µL of absolute ethanol in the presence of 40 µL 3M Sodium acetate at 12,000 rpm for 10 minutes 17 at 4°C. The pellet was washed again with 200 µL 70% ethanol, air dried, and re-suspended in TE
18
Buffer for long-term storage. The components and corresponding quantities of all the reagents 19 used are summarized in Table 1 . All reagents were autoclaved after preparation except lysis buffer 20 in which CTAB was added after autoclaving. Since RNA was not found to hinder with the 21 amplification process unlike polyphenols, no RNase treatment was done. polyphenols with snails has, invariably, been overlooked. We attribute the hindrance of 9 inconsistent amplification to the presence of polyphenols since the main difference between the 10 modified CTAB extraction protocol used and the conventional method employed for animal DNA 11 extraction was the inclusion of polyvinylpyrrolidone (PVP). Utility of PVP in plant DNA 12 extraction has been extensively studied and its role has been identified to be the removal of 13 polyphenols (John 1992; Porebski et al. 1997) . Efficacy of PVP utilization in genomic DNA 14 extraction of marine gastropods has also been reported earlier (Williams et al. 2003) . The same 15 proved to be true across several non-marine gastropod families included in the study. The 16 differences between the methods discussed here have been summarized in Table 2 . The conventional CTAB DNA extraction method was also implemented for extraction of 3 genomic DNA from gastropod molluscs wherein the lysis buffer used consisted of CTAB, and β-4 mercaptoethanol (data not included). It was treated with sodium chloride (NaCl) post overnight 5 digestion with the lysis buffer. But the quality and quantity of DNA obtained was extremely poor.
6
As an additional measure, the extracted DNA was kept in isopropanol overnight to improve 
